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Study for the knockout of porcine endothelial retrovirus (PERV)

Miyagawa, Shuji
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We attempted to knockout the PERV by CRISPR system. The plasmids expressing hCas9
and sgRNA for PERV were prepared by ligating oligos into pX330. pCAG-EGxxFP-target was mixed with pX330
with/without sgRNA sequences and then introduced into HEK293T cells. The EGFP fluorescence was them
observed after transfection. Four oligos and primers are nominated in each gag and pol region from 38 and
20 candidates, respectively. Among them, the best one of each region was selected.

Next, the expression of the PERV can be knockouted by CRISPR system. PK15 was used to check the changes
in the expression of PERV by the px330-?ag with neomycine. After the transfection of the pX330, 17 clones
of PK15 cells with the pX330 were established by neomycine selection. Among them, 15 clones were
ascertained the integration of pX330-gag into the genome. The sequence of the 15 clones was then checked.
A clone showed certain delation of the targeting site of PERV by the CRISPR system.
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